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(S) 2-Phenyl-3-azoylbenzothiophene for treating Alzheimer's disease. 

(57) This invention encompasses methods for the inhibition of Alzheimer's Disease comprising adminis- 
tering to a human in need thereof an effective amount of a compound of Formula I 


OCH 2 CH 2 — R z 
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wherein R 1 and R 3 are independently hydrogen, -CH 3 , 


O 
II 

-C-(d- 


C 6 alkyl) 


or 


O 
II 

-C-Ar 


wherein Ar is optionally substituted phenyl ; 

R 2 is selected from the group consisting of pyrrolidine, hexamethylenemino, and piperidino ; or a 
pharmaceutical^ acceptable salt of solvate thereof. 

The present invention also provides methods of increasing TGF-0 expression in the brain, compris- 
ing administering to a human in need thereof an effective amount of a compound of formula 1. 

The present invention also provides methods of inhibiting the ^-amyloid peptide mediated 
neurotoxicity or inflammatory response associated with Alzheimer's Diseas (AD) comprising adminis- 
tering to a human in n ed thereof an effective amount of a compound of formula 1. 
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Alzheimer's Diseas (AD) is a degenerativ brain disorder charact riz d clinically by progr sstv loss of 
memory, cognition, reasoning, judgm nt and emotional stability that gradually leads to profound mental dete- 
rioration and ultimately death. AD is a common cause of progr ssive mental failur (dementia) in aged humans 
and is believed to represent the fourth most common medical cause of death in the United States. AD has been 
observed in varied races and ethnic groups worldwide and presents a major present and future public health 
problem. The disease is currently estimated to affect about two to three million individuals in the United States 
alone. To date, AD has proven to be incurable. 

The brains of individuals with AD exhibit neuronal degeneration and characteristic lesions variously refer- 
red to as amyloidogenic plaques, vascular amyloid angiopathy, and neurofibrillary tangles. Large numbers of 
these lesions, particularly amyloidogenic plaques and neurofibrillary tangles, are generally found in several 
areas of the human brain important for memory and cognitive function in patients with AD. Smaller numbers 
of these lesions in a more restricted anatomical distribution are found in the brains of most aged humans who 
do not have clinical AD. Amyloidogenic plaques and vascular amyloid angiopathy also characterize the brains 
of individuals with Trisomy 21 (Down's Syndrome) and Hereditary Cerebral Hemorrhage with Amyloidosis of 
the Dutch-Type (HCHWA-D). At present, a definitive diagnosis of AD usually requires observing the aforemen- 
tioned lesions in the brain tissue of paticm 
of brain tissue taken during an invasive neurosurgical procedure. 

Several lines of evidence indicate that progressive cerebral deposition of particular amyloidogenic pro- 
teins, p-amyloid proteins, (pAP), play a seminal role in the pathogenesis of AD and can precede cognitive symp- 
toms by years or decades. See, Selkoe, (1 991) Neuron 6:487. Recently, it has been shown that PAP is released 
from neuronal cells grown in culture and is present in cerebrospinal fluid (CSF) of both normal individuals and 
AD patients. See, Seubert et al. , (1992) Nature 359:325-327. 

A possible correlation to the plaque pathology has been developed by several groups demonstrating the 
direct pAP neurotoxicity toward, cultured neurons. Direct neurotoxicity of PAP was recently reported to be at- 
tenuated by co-treatment with TGF-p (Chao et al ., Soc. Neurosci. Abs. , 19: 1251 (1993)). 

More recently, in addition to the direct neurotoxicity, an inflammatory response in the AD brain, perhaps 
elicited by pAP, also contributes to the pathology of the disease. A limited clinical trial with the NSAID indonv 
ethacin exhibited a retardation in the progression of Alzheimer's dementia (Rogers et al. , Science , 260 :1719- 
1720(1993)). 

Despite the progress that has been made in understanding the underlying mechanisms of AD, there re- 
mains a need to develop compositions and methods for treatment of these diseases. Treatment methods could 
advantageously be based on drugs which are capable of increasing TGF-p expression in the brain, thus ame- 
liorating the p-amyloid peptide mediated neurotoxicity and inflammatory response associated with AD. 

This invention encompasses methods for the inhibition of Alzheimer's disease, which method comprises 
administering to a human in need thereof an effective amount of a compound of formula I 
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wherein Ar is optionally substituted ph nyt; 

R 2 is selected from the group consisting of pyrrolidine hexamethyienemino, and pip rid i no; or a phar- 
maceutical I y acceptable salt of solvate ther of. 

The present invention also provides a method of increasing TGF-p expression in the brain, comprising ad- 
5 ministering to a human in need thereof an effective amount of a compound of formula 1. 

The present invention also provides a method of inhibiting the p-amyioid peptide mediated neurotoxicity 
and inflammatory response associated with Alzheimer's Disease (AD) comprising administering to a human 
in need thereof an effective amount of a compound of formula 1 . 

The current invention concerns the discovery that a select group of benzothiophenes, those of formula I, 
10 are useful for inhibiting the effects of Alzheimer's Disease, and in particular the compounds are believed to 
inhibit the inflammatory response associated with the disease by increasing TGF-p expression in the brain. 
The invention encompasses uses practiced by administering to a human in need thereof a dose of a compound 
of formula 1 or a pharmaceutically acceptable salt or solvate thereof effective to inhibit Alzheimer's Disease. 
The methods include both therapeutic and prophylactic administration. 
15 The term "inhibit" includes its generally accepted meaning which includes prohibiting; preventing, restrain- 
ing r and s! owing r stoppingrcr reversing progress ion, -severity, or a resultant syiriptom or effect 

The term "effective amount" means the amount of compound necessary to inhibit Alzheimer's Disease or 
any of its symptoms, inhibit p-amyloid peptide mediated neurotoxicity or the inflammatory response associated 
with Alzheimer's Disease, or increase TGF-p expression in the brain, as the case may be. 
20 Generally, the compound is formulated with common excipients, diluents or carriers, and compressed into 

tablets, or formulated as elixirs or solutions for convenient oral administration, or administered by the intra- 
muscular or intravenous routes. The compounds can be administered transdermal ly, and may be formulated 
as sustained release dosage forms and the like. 

The compounds used in the methods of the current invention can be made according to established and 
25 analogous procedures, such as those detailed in U.S. Patent Nos. 4,133,814, 4,418,068, and 4,380,635 all of 
which are incorporated by reference herein. In general, the process starts with a benzo[b]thiophene having a 
6-hydroxyl group and a 2-(4-hydroxyphenyi) group. The starting compound is protected, alkylated or acylated, 
and deprotected to form the formula I compounds. Examples of the preparation of such compounds are pro- 
vided in the U.S. patents discussed above, and in the examples in this application. Optionally substituted phe- 
30 nyl includes phenyl and phenyl substituted once or twice with C r C 6 alkyl, C r C 4 alkoxy, hydroxy, nitro, chloro, 
f luoro, or tri(chloro or fluoro)methyl. 

Included in this invention is the compound raloxifene, below: 


35 
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45 
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The compounds used in the methods of this invention form pharmaceutically acceptable acid and base 
addition salts with a wide variety of organic and inorganic acids and bases and include the physiologically ac- 
ceptable salts which are often used in pharmaceutical chemistry. Such salts are also part of this invention. 
Typical inorganic acids used to form such salts include hydrochloric, hydrobromic, hydroiodic, nitric, sulfuric, 
phosphoric, hypophosphoric and the like. Salts derived from organic acids, such as aliphatic mono and dicar- 
boxylic acids, phenyl substituted alkanoic acids, hydroxyalkanoicand hydroxyalkandioic acids, aromatic acids, 
aliphatic and aromatic sulfonic acids, may also b used. Such pharmaceutically acceptabl salts thus include 
acetate, phenylacetate, trifluoroacetate, acrylat , ascorbat , benzoat , chlorobenzoate, dinitrobenzoate, hy- 
droxybenzoate, methoxybenzoate, methylbenzoate, o-acetoxybenzoate, naphtha! ene-2-benzoate, bromide, 
isobutyrate, phenyl but yrate, p-hydroxybutyrate, butyne-1,4-dioat , hexyne-1,4-dioate, caprat , caprylate, 
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chloride, cinnamate, citrat , format , fumarat , glycollate, heptanoate, hippurate, lactate, malate, maleate, hy- 
droxymaleate, malonate, mand elate, m sylate, ni cot in at , isonicotinate, nit rat , oxalate, phthalat , teraphtha- 
late, phosphate, monohydrogen phosphate, dihydrogenphosphat , m taphosphat , pyrophosphat , propio- 
tate, propionate, phenylpropionate, salicylate, sebacate, succinate, su be rate, sulfate, bisulfate, pyrosulfate, 
5 sulfite, bisulfite, sulfonate, benzene-sutfonate, p-bromophenytsulfonate, chiorobenzenesulfonate, ethanesul- 
fonate, 2-hydroxyethanesulfonate, methanesulfonate, naphthalene-l-sulfonate, naphtha! ene-2-sulfonate, p- 
toluenesulfonate, xylenesulfbnate, tartarate, and the like. A preferable salt is the hydrochloride salt. 

The pharmaceuticaliy acceptable acid addition salts are typically formed by reacting a compound of for- 
mula I with an equi molar or excess amount of acid. The reactants are generally combined in a mutual solvent 
10 such as diethyl ether or benzene. The salt normally precipitates out of solution within about one hour to 10 
days and can be isolated by filtration or the solvent can be stripped off by conventional means. 

Bases commonly used for formation of salts include ammonium hydroxide and alkali and alkaline earth 
metal hydroxides and carbonates, as welt as aliphatic and aromatic amines, aliphatic diamines and hydroxy 
alkylamines. Bases especially useful in the preparation of addition salts include ammonium hydroxide, potas- 
15 sium carbonate, sodium bicarbonate, calcium hydroxide, methylamine, diethylamine, ethylene diamine, cycio- 
hexylamineand ethanolamine. 

The pharmaceuticaliy acceptable salts generally have enhanced solubility characteristics compared to the 
compound from which they are derived, and thus are often more amenable to formulation as liquids or emul- 
sions. 

20 Pharmaceutical formulations can be prepared by procedures known in the art For example, the com- 

pounds can be formulated with common excipients, diluents, or carriers, and formed into tablets, capsules, 
suspensions, powders, and the like. Examples of excipients, diluents, and carriers that are suitable for such 
formulations include the following: fillers and extenders such as starch, sugars, mannitol, and silicic deriva- 
tives; binding agents such as carboxymethyl cellulose and other cellulose derivatives, alginates, gelatin, and 

25 polyvinyl pyrrol idone; moisturizing agents such as glycerol; disintegrating agents such as agaragar, calcium 
carbonate, and sodium bicarbonate; agents for retarding dissolution such as paraffin; resorption accelerators 
such as quaternary ammonium compounds; surface active agents such as cetyl alcohol, glycerol monostear- 
ate; adsorptive carriers such as kaolin and bentonite; and lubricants such as talc, calcium and magnesium 
stearate, and solid polyethyl glycols. 

30 The compounds can also be formulated as elixirs or solutions for convenient oral administration or as sol- 

utions appropriate for parenteral administration, for instance by intramuscular, subcutaneous or intravenous 
routes. Additionally, the compounds are well suited to formulation as sustained release dosage forms and the 
like. The formulations can be so constituted that they release the active ingredient only or preferably in a par- 
ticular part of the intestinal tract, possibly over a period of time. The coatings, envelopes, and protective ma- 

35 trices may be made, for example, from polymeric substances or waxes. 

Compounds of Formula I can be administered for prophylactic and/or therapeutic treatment of Alzheimer's 
Disease. In therapeutic applications, the compounds are administered to a host already suffering from a dis- 
ease. 

For prophylactic applications, the compounds of formula I are administered to a host susceptible to Alz- 

40 heimer's Disease, but not necessarily already suffering from such disease. Such hosts may be identified by 
genetic screening and clinical analysis, as described in the medical literature, see e.g. , Goate, Nature, 349:704- 
706 (1991). A preferred group for receiving compounds of the invention, either for prophylactic or therapeutic 
reasons, are post-menopausal women, (see e.g. , Paganini-Hill, Soc Neurosci Abs , 19 , 1046). 

The particular dosage of a compound of formula I according to this invention will depend upon the severity 

45 of the condition, the route of administration, and related factors that will be decided by the attending physician. 
Generally, accepted and effective daily doses will be from about 0.1 to about 1000 mg/day, and more typically 
from about 50 to about 200 mg/day. Such dosages will be administered to a subject in need of treatment from 
once to about three times each day, or more often as needed, for a period of time sufficient to inhibit the effects 
of Alzheimer's Disease or its symptoms. 

so Frequently, it will be desirable or necessary to introduce the pharmaceutical compositions directly or in- 

directly to the brain. Direct techniques usually involve placement of a drug delivery catheter into the hosf s ven- 
tricular system to bypass the blood-brain barrier. Indirect techniques, which are generally preferred, involve 
formulating the compositions to provide for drug latentiation by the conversion of hydrophilic drugs into lipid- 
solubl drugs. Latentiation is generally achi v d through blocking of the hydroxy!, carboxyl, and primary amin 

55 groups present on the drug t render the drug more lipid soluble and amenabl to transportation across the 
blood-brain barrier. Alternatively, the delivery of hydrophilic drugs can be enhanced by intra-arterial infusion 
of hypertonic solutions which can transiently open the bl od- brain barn r. 

It is usually preferr d to administer a compound of formula I in th form of an acid addition salt, as is cus- 
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tomary in the administration f pharmaceuticals bearing a basic group, such as th piperidino ring. For such 
purposes the following dosage forms are available. 

Formulations 

5 

In the formulations which follow, "Active ingredient" means a compound of formula I. 

Formulation 1 : Gelatin Capsules 

Hard gelatin capsules are prepared using the following: 


10 

Ingredient 

Quantity (mg/capsule) 


Active ingredient 

0.1 - 1000 


Starch, NF 

0-650 

13 

Starch flowable powder 

0-650 


Silicone fluid 350 uentistokes 

0-15 


The ingredients are blended, passed through a No. 45 mesh U.S. sieve, and filled into hard gelatin capsules. 
Examples of specific capsule formulations of the compound raloxifene that have been made include 
those shown below: 
Formulation 2 : Raloxifene capsule 


Ingredient 

Quantity (mg/capsule) 

Raloxifene 

1 

Starch, NF 

112 

Starch flowable powder 

225.3 

Silicone fluid 350 centistokes 

1.7 


Formulation 3 : Raloxifene capsule 



Ingredient 

Quantity (mg/capsule) 

35 

Raloxifene 

5 


Starch, NF 

108 


Starch flowable powder 

225.3 

40 

Silicone fluid 350 centistokes 

1.7 


Formulation 4 : Raloxifene capsule 



Ingredient 

Quantity (mg/capsule) 

45 

Raloxifene 

10 


Starch, NF 

103 


Starch flowable powder 

225.3 

50 

Silicone fluid 350 centistokes 

1.7 


Formulation 5 : Raloxifene capsule 


55 


5 


EP0 659 418 A1 


Ingr dient 

Quantity (mg/capsul ) 

Raloxifene 

50 

Starch, NF 

150 

Starch flowable powder 

397 

Silicone fluid 350 centistokes 

3.0 


The specific formulations above may be changed in compliance with the reasonable variations pro- 
vided. 

A tablet formulation is prepared using the ingredients below: 
Formulation 6: Tablets 


Ingredient 

Quantity (mg/tablet) 

"Active ingredient 

0.1 - 1000 

Cellulose, microcrystalline 

0-650 

Silicon dioxide, fumed 

0-650 

Stearate acid 

0-15 


The components are blended and compressed to form tablets. 

Alternatively, tablets each containing 0.1 - 1000 mg of active ingredient are made up as follows: 
25 Formulation 7: Tablets 



Ingredient 

Quantity (mg/tablet) 


Active ingredient 

0.1 - 1000 

30 

Starch 

45 


Cellulose, microcrystalline 

35 


Polyvinylpyrrolidone (as 10% solution in water) 

4 

35 

Sodium carboxy methyl cellulose 

4.5 


Magnesium stearate 

0.5 


Talc 

1 


40 The active ingredient, starch, and cellulose are passed through a No. 45 mesh U.S. sieve and mixed 

thoroughly. The solution of polyvinylpyrrolidone is mixed with the resultant powders which are then passed 
through a No. 14 mesh U.S. sieve. The granules so produced are dried at 50°-60° C and passed through 
a No. 18 mesh U.S. sieve. The sodium carboxymethyl starch, magnesium stearate, and talc, previously 
passed through a No. 60 U.S. sieve, are then added to the granules which, after mixing, are compressed 

45 on a tablet machine to yield tablets. 

Suspensions each containing 0.1 - 1000 mg of medicament per 5 mL dose are made as follows: 
Formulation 8 : Suspensions 


so 


55 
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10 


Ingr dient 

Quantity (mg/5 ml) 

Active ingr dient 

0.1 - 1000 mg 

Sodium carboxym ethyl cellulose 

50 mg 

Syrup 

1.25 mg 

Benzoic acid solution 

0.10 mL 

Flavor 

q.v. 

Color 

q.v. 

Purified water to 

5mL 
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The medicament is passed through a No. 45 mesh U.S. sieve and mixed with the sodium carboxymethyl cel- 
lulose and syrup to form a smooth paste. The benzoic acid solution, flavor, and color _are diluted with some of 
the water and added, with stirring. Sufficient water is then added to produce the required volume. 

Assays 

Experimental Design . 

For Assay 1 and 2, the following experimental design is provided. 

Amylins may be purchased from Bachem, Inc. (Torrance, California), Peninsula Laboratories, Inc. (Bel- 
mont, California), Sigma Chemicals (St. Louis, MO) or may be synthesized as described infra . Amyloid- p(1- 
40) and reverse p-amyloid peptide(40-1) may be purchased from Bachem, Inc. (^-microglobulin may be pur- 
chased from Sigma Chemicals (St. Louis, Missouri). 

Stock solutions of peptides (1 mM) are freshly prepared in pyrogen-free sterile water and diluted to the 
indicated concentrations in defined culture media. Rat hippo cam pal cultures (10-14 days in vitro) are treated 
with peptides or vehicle for four days. The viability of the rat cortical cultures is visually assessed by phase 
contrast microscopy and quantified by measuring lactate dehydrogenase (LDH) released into the culture me- 
dia. 

Assay 1 

Primary rat hippocampal neurons are cultured in vitro with standard cell culture techniques. Amyloid-beta 
(Ap) peptide is added to cultured cells at a normally toxic concentration of 25-50 jo.M. After 4 days of treatment, 
viability is assessed by measurement of lactate dehydrogenase (LDH) released into culture medium. Lactate 
dehydrogenase (LDH) is measured in 20 uJ aliquots of conditioned def ined-DMEM using a standard 340 nm 
kinetic LDH assay (Sigma Catalog Number #228-20) in a 96 well format Assays are performed at 37°C in a 
PC-driven EL340 Micro pi ate Biokinetics plate reader (Bio-Tek Instruments) using Delta Soft II software (v. 
3.30B, BioMetallics, Inc.) for data analysis. Quality control standards containing normal and elevated levels of 
serum LDH (for example, Sigma Enzyme Controls 2N and 2 E) are run with every assay. Results are expressed 
as units of LDH/L where 1 unit is defined as the amount of enzyme that will catalyze the formation of 1 micro- 
mole of nicotinamide adenine dinucleotide per minute under conditions of the assay. For protection studies, a 
compound of formula 1 is added to cultures prior to and/or concurrently with the amyloid -(3 treatment 

Activity of the compounds of formula 1 is illustrated by a decrease in LDH released into the media (a neu- 
rotoxic indicator), as compared to control. 

Assay 2 

Between five and fifty rats are subjected to 15 minutes of four vessel occlusion to induce global ischemia. 
A compound of the invention is administered to experimental and control animals prior to, concurrent with 
and/or up to several hours after 15 minutes of occlusion. Animals are sacrificed 3 days after the ischemic insult 
and neuronal damag in the hippocampus and striatum is then visually assess d by standard histologic tech- 
niques. 

Activity of the compounds of formula 1 is illustrated by a decrease in neuronal damage. 
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Assay 3 

Five to fifty women ar sel cted for the clinical study. The women are postmenopausal, i.e., have ceased 
menstruating for between 6 and 12 months prior to the study's initiation, have been diagnosed with early stage 

s Alzheimer's Disease (AD), are expected to have worsening symptoms of AD within the study period, but are 
in good general health otherwise. The study has a placebo control group, i.e., the women are divided into two 
groups, one of which receives the active agent of this invention and the other receives a placebo. The patients 
are benchmarked as to memory, cognition, reasoning, and other symptoms associated with AD. Women in the 
test group receive between 50-200 mg of the active agent per day by the oral route. They continue this therapy 

10 for 6-36 months. Accurate records are kept as to the benchmarked symptoms in both groups and at the end 
of the study these results are compared. The results are compared both between members of each group and 
also the results for each patient are compared to the symptoms reported by each patient before the study be- 
gan. Activity of the test drug is illustrated by an attenuation of the typical cognitive decline and/or behavioral 
disruptions associated with AD. 

15 Utility of the compounds of formula I is evidenced by activity in at least one of the above assays. 


Claims 


20 1 . The use of a compound having the formula 



35 

(I) 


wherein R 1 and R 3 are independently hydrogen, -CH 3 , 


40 


45 


50 


B 0 

" II 

— C- (C r C 6 alkyl) Qr _ U c _ Ali 

wherein Ar is optionally substituted phenyl; 

R 2 is selected from the group consisting of pyrrol id in o and piperidino; or a pharmaceutically ac- 
ceptable salt or solvate thereof, in the preparation of a medicament useful for the inhibition of Alzheimer's 
disease. 

2. The use of Claim 1 wherein said compound is 


55 
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OCH 2 CH 2 -N 



o 


or its hydrochloride salt 
The use of a compound having the formula 


OCH 2 CH 2 — R 



(I) 


wherein R 1 and R 3 are independently hydrogen, -CH 3 , 


C— (C r C 6 alkyl) 


/ or 


O 


■C — At 


wherein Ar is optionally substituted phenyl; 

R 2 is selected from the group consisting of pyrrolidino and piperidino; or a pharmaceutically ac- 
ceptable salt or solvate thereof, in the preparation of a medicament useful for increasing TGF-p expression 
the brain. 

The use of Claim 3 wherein said compound is 
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OCH 2 CH 2 



or its hydrochloride salt 
The use of a compound having the formula 


OCH2CH2 — R 



(I) 


wherein R 1 and R 3 are independently hydrogen, -CH 3 , 


O 


O 


— C- (C r C 6 alkyl) _'i_ Ar 


wherein Ar is optionally substituted phenyl; 

R 2 is selected from the group consisting of pyrrolidine and pipe rid ino; or a pharmaceutical^ ac- 
ceptable salt or solvate thereof, in the preparation of a medicament useful for inhibiting the inflammatory 
response associated with Alzheimer's Disease. 

The use of Claim 5 wherein said compound is 
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10 


15 


or its hydrochloride salt. 
7. The use of a compound having the formula 


OCH 2 CH 2 



20 


25 


30 



OCH 2 CH 2 — R 2 


35 


(I) 


wherein R 1 and R 3 are independently hydrogen, -CH 3 , 


40 


O 


o 


— C- (C r C 6 alkyl) ^ _'^_ Ar 


45 wherein Ar is optionally substituted phenyl; 

R 2 is selected from the group consisting of pyrrolidino and piperidino; or a pharmaceutically ac- 
ceptable salt or solvate thereof, in the preparation of a medicament useful for inhibiting p-amyloid peptide 
mediated neurotoxicity. 

50 8. The use of Claim 7 wherein said compound is . . 
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